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ABSTRACT
A better understanding of transcriptional and post-
transcriptional regulation of gene expression in bac-
teria relies on studying their transcriptome. RNA
sequencing methods are used not only to assess
RNA abundance but also the exact boundaries of
primary and processed transcripts. Here, we devel-
oped a method, called identification of specific cleav-
age position (ISCP), which enables the identification
of direct endoribonuclease targets in vivo by com-
paring the 5′ and 3′ ends of processed transcripts
between wild type and RNase deficient strains. To
demonstrate the ISCP method, we used as a model
the double-stranded specific RNase III in the human
pathogen Streptococcus pyogenes. We mapped 92
specific cleavage positions (SCPs) among which, 48
were previously described and 44 are new, with the
characteristic 2 nucleotides 3′ overhang of RNase
III. Most SCPs were located in untranslated regions
of RNAs. We screened for RNase III targets using
transcriptomic differential expression analysis (DEA)
and compared those with the RNase III targets iden-
tified using the ISCP method. Our study shows that
in S. pyogenes, under standard growth conditions,
RNase III has a limited impact both on antisense tran-
scripts and on global gene expression with the ex-
pression of most of the affected genes being down-
regulated in an RNase III deletion mutant.
INTRODUCTION
High-throughput RNA sequencing is a method of
choice to provide insights into transcriptional and post-
transcriptional regulation of gene expression, allowing
the study of transcript expression levels and boundaries.
Notably, during the past few years, RNA sequencing
methodologies in bacteria have been improved with the
introduction of mapping of 5′ transcriptional start sites
and 3′ transcriptional termination sites (1–7).
The fate of transcripts is mostly controlled by post-
transcriptional regulators like ribonucleases (RNases) that
perform RNA processing and/or have decay activities.
While processing leads either to maturation (active RNA)
or targeted destabilization, RNA decay entails bulk RNA
degradation (turnover) (8). Transcriptomic analyses com-
paring the steady-state levels and/or RNA stability in
strains lacking specific RNases with their isogenic wild
types (WT) have been useful in providing insights into the
biological functions of RNases in bacteria (9–14). However,
these techniques do not allow the discrimination between
direct and indirect effects thereby making it difficult to as-
sess the exact roles of studied RNases.
With the development of RNA sequencing, the identi-
fication of transcripts targeted by RNases became possi-
ble; e.g. by combining RNA immunoprecipitation or co-
immunoprecipitationwith anRNase or a cleavage-defective
mutant (15,16). In particular, RNA sequencing offers the
possibility to differentiate between the 5′ ends of primary
and processed transcripts by specifically depleting the pro-
cessed transcripts during cDNA library preparation us-
ing the Terminator exonuclease (Terminator 5′-Phosphate-
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Dependent Exonuclease) enzyme (3,4). Knowing the exact
5′ ends of processed transcripts has improved the under-
standing of RNase target specificity (17–21). However, un-
til now, except in the case of RNases producing 2′, 3′-cyclic
phosphates (22), the exact 3′ ends of RNase processed tran-
scripts have not yet been investigated.
In this study, we present a method, the identification of
RNase specific cleavage positions (ISCP), to screen for pro-
cessing sites (specific cleavage positions, SCPs) obtained by
comparing both the 5′ and the 3′ ends of processed tran-
scripts in WT and RNase deletion strains. As a proof of
concept, we applied this method to study endoribonucle-
ase III. RNase III cleaves within secondary structures or
RNA duplexes (double-stranded (ds) RNA processing) and
is widely conserved among bacteria and eukaryotes. Pro-
cessing by this RNase generates fragments with a distinct
3′ overhang of two nucleotides (nt) (23). In addition to its
roles in ribosomal RNA (rRNA) maturation (24), bacterial
RNase III regulates genes involved in virulence (25), stress
response (26) and other cellular processes. In Streptococcus
pyogenes, a human pathogen responsible for a wide range of
mild to life-threatening diseases, RNase III has been shown
to process tracrRNA and the precursor forms of CRISPR
RNAs of the CRISPR-Cas9 system (27) and to regulate
some of the recently identified sRNAs (28). However, the
role of RNase III in this bacterium has not been studied
in detail. Using the ISCP method, we retrieved 92 SCPs of
RNase III in S. pyogenes. To understand the global impact
of these in vivo cleavages, we combined the obtained SCPs
with transcript abundance profiling.We provide here a com-
prehensive analysis of the effect of RNase III cleavage on
transcript expression, with new insights into the biological
functions of RNase III in S. pyogenes.
MATERIALS AND METHODS
Culture conditions
S. pyogenes SF370 (M1GAS) and isogenic derivatives (Sup-
plementary Table S1) were cultured at 37◦C, 5% CO2, with-
out shaking, in THY medium (Todd Hewitt Broth (THB,
Bacto, Becton Dickinson) complemented with 0.2% yeast
extract (Servabacter)) or TSA (trypticase soy agar, BD
Difco) supplemented with 3% sheep blood. Escherichia coli
was grown at 37◦C with shaking in Luria–Bertani medium
and agar. When needed, antibiotics were used at the fol-
lowing concentrations: 100 g/ml ampicillin and 25 g/ml
kanamycin for E. coli; 3 g/ml erythromycin and 300
g/ml kanamycin for S. pyogenes. Growth curves were per-
formed in triplicates according to the following procedure.
Overnight (O/N) cultures were diluted to an optical density
at 620 nm (OD620 nm) of 0.2 in 5 ml of medium and pelleted
at 3200 × g for 5 min. The pellets were resuspended in 500
l of THY and used to inoculate 50 ml of medium for a
starting OD620 nm of 0.02. The cell growth was monitored
at OD620 nm using a microplate reader (Biotek PowerWave
XS2).
Strain integrity
Plasmid and strain integrity were checked by PCR and
DNA sequencing (LGC, Germany). All strains, plasmids
and oligos used in this study are listed in Supplementary
Table S1. The deletion of rnc (encoding RNase III) and rny
(encoding RNase Y) genes did not affect the expression of
surrounding genes.
Bacterial transformation
S. pyogenes competent cells for in-frame deletion of rnc and
rny genes were generated according to the procedure de-
scribed by (29). Briefly, the cells were grown in THY com-
plemented with 250 mM sucrose (Calbiochem) and 40 mM
L-threonine (Sigma-Aldrich) until OD620 nm reached 0.25.
The cells were washed with 0.5 M sucrose and resuspended
in 0.5 M sucrose and 20% glycerol. The OD620 nm of the
competent cells was adjusted to 1 before electroporation in
a 0.1 cm electrode gap cuvette with a 1.8 kV, 400  and 25
F pulse. Electro-competent cells for transformation of S.
pyogenes in-frame deletion mutant with plasmids followed
the procedure described by (30). The OD620 nm of the com-
petent cells was adjusted to 1 before mixing 100 l of cells
with 500 ng of circular plasmid. The cells were electropo-
rated in a 0.1 cm electrode gap cuvette with a pulse of 1.5 kV,
400  and 25 F. Top10 E. coli strain was used for clonings
and transformations were done according to the standard
heat shock procedure (31).
Construction of gene deletion mutants
Chromosomal deletions of rnc and rny genes in S. pyo-
genes were generated using the Cre-Lox system (32).
The upstream and downstream regions of rny were
amplified by PCR from the WT genomic DNA, us-
ing the pairs of primers OLEC3338/OLEC1999 and
OLEC2000/OLEC3339, respectively. The upstream
and downstream regions of rnc were amplified with
OLEC1654/OLEC3342 and OLEC3343/OLEC1655
(the first 50 nt and the last 50 nt of rnc, contain-
ing the RBS of the downstream gene, were not re-
moved). The fragments were then ligated with the
lox71-ermAM/B-lox66 cassette (ermAM/B amplified
from pMSP3535 with OLEC1943/OLEC1932) by PCR-
mediated ligation with OLEC3338/OLEC3339 for rny and
OLEC1654/OLEC1655 for rnc. The resulting fragments
were cloned into pUC19 (suicide vector for S. pyogenes)
using BamHI for rny and EcoRI for rnc. The produced
plasmids were linearized with PvuI (cleaving in the ampi-
cillin resistance gene) before transformation in S. pyogenes.
The integration of the cassette at the correct location
was checked by PCR and DNA sequencing in selected
erythromycin resistant clones. To remove the ermAM/B
cassette, electro-competent cells of S. pyogenes strains with
the integrated cassette were transformed with pEC455 en-
coding the Cre recombinase (excision of DNA between the
two lox sites and replacement of the cassette with a lox72
site). Kanamycin-resistant and erythromycin-sensitive
clones were cultured without antibiotic to lose the plasmid.
To generate the rny rnc double mutant, the rnc gene
was deleted from the rny strain using the procedure
described above.
Construction of complemented rnc strain
For complementation purposes, rnc gene was amplified
by PCR from the WT genomic DNA with its constitutive
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promoter using the primer pair OLEC1667/OLEC1668.
The resulting Prnc-rnc fragment was digested with
BamHI/EcoRI before being cloned in the shuttle vector
pEC85 and transformed in the deletion mutant strain.
The control plasmid was transformed in the WT and rnc
strains as a control.
RNA extraction
Biological triplicates of S. pyogenes WT, rnc, rny and
rny rnc were collected from independent cultures at
the mid-logarithmic growth phase (OD620 nm of 0.25).
Bacterial cultures were mixed with an equal volume of
acetone/ethanol (1:1) solution. Total RNAs were extracted
using TRIzol (Invitrogen)/chloroform and precipitated
with isopropanol.
Primer extension assay
Primer extension was performed on total RNA (10 g) us-
ing the SuperScript III Reverse Transcriptase (Invitrogen),
according to the manufacturer’s instructions with the fol-
lowing modifications. RNA samples were annealed with 3
l of radiolabeled primers at 65◦C during 30 min and kept
on ice for 1 min. The reverse transcription was done at
55◦C during 1 h (50◦C for OLEC3926). The cDNA samples
were then precipitated with ethanol, resuspended in 5 l of
1X loading dye and resolved on 10% polyacrylamide/8 M
urea/TBE gels. The primers were end-radiolabeled as pre-
viously described (28) and the AFLP 30–300 bp ladder (In-
vitrogen) was labeled according the manufacturer’s instruc-
tions using the T4 Polynucleotide kinase (PNK) (Thermo
Fischer Scientific).
RNA sequencing
Following Turbo DNase (Ambion) treatment, the RNA in-
tegrity was checked using a bioanalyzer (RIN > 8). To-
tal RNAs were sent for cDNA library preparation and se-
quencing at the genome analytics platformof theHelmholtz
Centre for Infection Research (Braunschweig, Germany).
Different procedures for generating cDNA libraries were
applied following the description of (33) with some modi-
fications (Supplementary Figure S1). Briefly, most rRNAs
were removed using MICROBExpress Bacterial mRNA
Enrichment kit (Ambion). Libraries containing both pri-
mary (5′ PPP) and processed (5′ P/5′ OH) transcripts (Pp
libraries) were obtained using RNAs treated with Tobacco
acid phosphatase (TAP, Epicentre), which transforms 5′
PPP of primary transcripts to 5′ P. In the libraries enriched
in 5′ processed transcripts (p libraries), the RNAs were not
treated with TAP, hence 5′ adapters could not be ligated
to 5′ PPP transcripts. To produce libraries enriched in pri-
mary transcripts (P libraries), the RNAs were treated with
Terminator exonuclease, which degrades 5′ processed tran-
scripts, followed by a TAP treatment (the P libraries were
only used to define operon boundaries). The RNAs were
fragmented by sonication (Covaris) to obtained fragments
of 200 nt. The T4 PNK (Fermentas) was used to phospho-
rylate 5′ OH ends and convert 3′ P to 3′ OH. 3′ and 5′
adapters were ligated to the RNA fragments using T4 RNA
ligase (ThermoFisher Scientific). The reverse transcription
was done using SuperScript II (Invitrogen) followed by 15
cycles of PCR with Phusion (ThermoFisher Scientific) and
agarose gel purification. The sequencing was performed us-
ing either 1 × 50 bp single end read (HiSeq2500) for Pp
libraries (quantification of differential expression) or 2 ×
100 bp paired end reads (HiSeq2500) for Pp, P and p li-
braries (ISCP). The reads were trimmed for quality (-q 10)
and adapter sequences were removed using Cutadapt v.1.3
(34). STAR v2.3 (35) was used to map the reads on the S.
pyogenes reference genome NC 002737.1 allowing for no
introns (–alignIntronMin 100 –alignIntronMax 101). The
number of mapped reads is available in Supplementary Ta-
ble S2. Note that this technique does not allow the retrieval
of small transcripts. The coverage was visualized using the
integrative genomics viewer (36).
Differential expression analysis
A read count table was built from the BAM files us-
ing HTseq-count v. 0.6.1 (37) and the S. pyogenes refer-
ence genome NC 002737.1 combined with novel identified
sRNAs (28). This count table was used as input file for the
Bioconductor package DESeq2 v1.8.1 (38) to perform the
differential gene expression analysis (DEA). The false rate
discovery threshold was set at 0.01 and the log2 fold change
(log2 FC) at 1.
Transcriptome expression
To calculate the level of expression in the WT strains (Sup-
plementary Table S2A), we used the bioconductor pack-
age ‘edgeR’ (39). The reads per kilobase of transcript per
million (RPKM) mapped reads values were then aver-
aged and gene expression was defined using the threshold
RPKM ≥ 10. Transcript starting sites of interest were de-
termined by eye screening using the WT P library and the
rho-independent terminators (predicted by TransTermHP
v2.07) (40) were downloaded from http://transterm.cbcb.
umd.edu/tt/Streptococcus pyogenes M1 GAS.tt.
Identification of specific cleavage positions of endoribonucle-
ases
A python in-house algorithm was used to count the total
coverage, the 5′ and 3′ end coverage of all mapped reads
at each nucleotide position, for each DNA strand. To re-
duce possible background noise and potential bias linked to
low expression, only positions with a minimum of 10 reads
mapped in theWT and the mutant were considered. RNase
dependent 5′ or 3′ end positions were identified using four
criteria (Figure 1) with a conservative cut-off to avoid false
positives: (i) The end coverage from both rnc and the ref-
erence (WT or rny) was ≥ 10 in p libraries (≥ 8 in Pp li-
braries). (ii) The percentage of read ends at the tested po-
sition compared to all read ends in a window of 20 nt, i.e
all reads that end from 9 nt upstream to 10 nt downstream
of the position of interest, was equal to or above 16% in p
libraries and 10% for both in Pp libraries in the reference
sample. (iii) The percentage of read ends compared to all
reads at the specific position was equal to or above to 5% in
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p library and 2% in Pp library in the reference sample. (iv)
The relative (WT/rnc) percentage of read ends calculated
in (iii) was equal to or above to 3 in p library and 2 in Pp li-
brary. For a more stringent screening, the analysis was also
done using rny rnc compared to WT and rny.
Equations used in the algorithm:
SF370 genome re-annotation
The genome NC 002737.1 was re-annotated by BILS
(Bioinformatics Services to Swedish Life Science, Sweden)
using the Prokka package (41). A set of curated protein
sequences (taxonomic group ‘Streptococcus’) was retrieved
from the Uniprot database with proteomic or transcrip-
tomic information. Gene name and functional descriptions
were selected for each gene based on the Uniprot and Kegg
databases. The new track generated by Prokka was man-
ually checked and curated for the genes that were not as-
signed their published names after Prokka re-annotation.
Antisense RNAs
To compare the proportion of antisense RNA regions be-
tween the strains, the expressed transcriptomes of WT and
rncwere determined using the number of nucleotides with
at least 10 reads mapped on one DNA strand divided by
the genome length (1 852 441 nt) in the TAP treated sam-
ples (Supplementary Table S2B). We defined regions with
antisense transcription as regions longer than 40 nt with at
least 10 reads mapped on eachDNA strand.When less than
20 nt were present between two asRNA regions, these two
regions were combined. Finally, the total length of asRNA
regions was normalized against the transcriptome.
RNA folding
RNA folding of RNAs cleaved by RNase III was done us-
ing RNA fold (RNAfold -p -d2 –noLP) (42). The sequences
selected corresponded to either 50 nt each side around a sin-
gle cleavage position or 20 nt upstream of the first cleavage
position and 20 nt downstream of the last cleavage position
(or where the transcription stopped). rRNA base pairing
was computed using 50 nt sequence centered on each SCP
framing 16S and 23S rRNAswith IntaRNA (43). The ‘Max.
basepair distance’ and ‘Folding window size target’ param-
eters were set at 1 and 50, respectively.
Plots
All the statistical analyses and figures were performed in the
R statistical environment (Team 2014), R version 3.1.1, us-
ing the package ‘graphics’.
RESULTS
In this study, we investigated the direct and indirect effects
of RNase III from S. pyogenes. We compared the transcrip-
tomes of the WT and RNase III deletion strain (rnc) per-
forming DEA and ISCP. The DEA allows the identification
of both direct and indirect targets of RNase III, while the
ISCP pinpoints, to the nucleotide, the cleavage positions in
RNA targets.
Development of ISCP to identify direct targets of endori-
bonucleases
RNA transcripts are divided in primary transcripts (5′
triphosphate: 5′ PPP), starting at transcriptional start sites
and processed transcripts, resulting from endoribonucle-
ase or exoribonuclease activities (5′ monophosphate or hy-
droxyl: 5′ P or 5′ OH). To identify direct targets of RNase
III, we generated cDNA libraries containing both primary
and processed transcripts (Pp libraries) or enriched in 5′
processed transcripts (p libraries) for WT, rnc and addi-
tional control strains (RNase Y deletion (rny) and RNase
Y and III double deletion (rny rnc)) (Supplementary
Figure S1; Supplementary Table S2; Materials and Meth-
ods). The coverage and the number of reads ending at each
nucleotide position (5′ start or 3′ end) were calculated.
The number of read ends resulting from an endoribonu-
cleolytic cleavage by RNase III in the WT (or another ref-
erence strain, i.e. the strain deleted from the gene encoding
Nucleic Acids Research, 2017, Vol. 45, No. 5 2333
A
 p library (enriched in 5' processed transcripts)
5'  P 3'
5' OH 3'










 16% of ends in WS  
10% of ends in WS Pp Library
p Library























p Library 5% of total reads>
2% of total reads>
Noise reduction






p Library   +            10 reads>
  +            8 reads>
>
>
Figure 1. Identification of specific cleavage positions (ISCP). (A) Example of an RNA molecule (curved black line) which is processed by an endoribonu-
clease (green) generating two RNA molecules. The new 3′ and 5′ ends produced (labeled in green) are detected by RNA sequencing in the WT (green
bars) but are absent when the RNase responsible for the cleavage is deleted (RNase). ‘Total’: total read coverage; ‘5′ ends’ and ‘3′ ends’: number of reads
starting or ending respectively at each nucleotide (black bars). (B) ISCP was done by comparing processed transcript ends in WT and RNase strains. Pp
libraries containing primary (5′ PPP) and processed (5′ P/OH) transcripts and p libraries enriched in 5′ processed transcripts were used to identify specific
cleavage positions (SCPs). (C) SCPs were defined by several criteria. Lower cut-offs were chosen for the Pp libraries compared to the p libraries since Pp
libraries contain a reduced relative amount of processed transcripts. We only considered nucleotides with more than 10 reads mapped as expressed. The
first parameter (‘Expression’) selects positions with a sufficient total number of read ends in both RNase and the reference (WT or a different RNase)
strains (green bars). The second parameter (‘Noise reduction’) evaluates if the 5′ or 3′ end of interest (green bar) is distinct from the noise, defined as the
total of 5′ or 3′ ends (black bars) in a window size (WS) of 20 nt. To detect only relevant positions, the third parameter (‘Cleavage ratio’) computes the
amount of cleaved transcripts by comparing the count of the 5′ or 3′ ends of interest (green bar) with the total number of reads covering the position
(pink rectangle). The fourth parameter (‘Comparison WT versus RNase’) selected positions where the cleavage ratio (end count normalized to the total
coverage, i.e. ratio green bar/pink rectangle) of the reference was superior to the one in the RNase strain. This parameter also prevents any artefact due
to a possible change in RNA level between the two analyzed strains.
another RNase, in the present case rny) should substan-
tially decrease in rnc. In order to find these SCPs, several
parameters described below were chosen to compare rnc
with WT and rnc with rny, respectively (Figure 1). Only
positions with more than 10 mapped reads were included in
the analysis. (i) First, to reduce false positive detection, pu-
tative cleavage positions were taken into account only when
the sum of the read ends of the reference and of the RNase
deletion strains was greater than or equal to 10 or 8 in the
p and Pp libraries, respectively. (ii) Then, we minimized the
background noise in the reference strains expressing RNase
III by specifying that the number of read ends at the tested
positions should account for a sufficient percentage of the
total amount of read ends in a 20 nt window (16% and 10%
in the p and Pp libraries, respectively). We used lower cut-
offs for the Pp libraries than for the p libraries that contain
more processed transcripts. (iii) Tomake sure that the cleav-
ages affected a sufficient fraction of the transcripts, we stip-
ulated that the cleavage ratio (i.e. number of read ends/total
number of reads at the position) should be at least 5% in p li-
braries (2% in Pp libraries). (iv) Finally, the read ends at the
cleavage position should be present in both reference strains
at least 3 times more than in rnc in p libraries (2 times
in Pp libraries). The same analysis was repeated comparing
rny rnc (negative control for SCPs of RNase III) withWT
andrny. Only positions absent both inrnc andrny rnc
and present both in WT and rny were further analyzed.
An SCP corresponds to the nucleotide detected at an end
of a transcript, thus the position of the cleavage is directly
upstream or downstream of this nucleotide, depending on
the identified end of the transcript (5′ or 3′) (Figure 1). In
a few cases, for the same cleavage event, we were able to
retrieve both the 3′ end and the 5′ end of the two split tran-
scripts. Therefore, this approach allows the identification
of cleavage events regardless of the possible degradation
of the remaining 5′ or 3′ processed transcripts. RNase III
that cleaves ds RNA can generate four SCPs per cleavage
event instead of two for single-stranded (ss) specificRNases.
Thus, RNase III processing events are a suitable model to
test our method.
Using the above-mentioned method with rnc strain,
we detected 92 putative SCPs located in rRNAs (42), in
2334 Nucleic Acids Research, 2017, Vol. 45, No. 5
mRNAs (27) and in sRNAs (23) (Supplementary Tables S3
and S4).We validated four targets by primer extension anal-
ysis (SPy 1227-bmpA, SPy 0129, nrdR and 23S methyl reg-
ulatory element), with both cleavage positions of RNase III
visible (Supplementary Figure S2).We also retrievedRNase
III SCPs already described in the literature, e.g. RNase III
SCPs in the six rRNA operons (Supplementary Figure S3;
Supplementary Table S4), and in the duplex formed by two
sRNAs, tracrRNA and pre-CRISPR RNA, from the type
II CRISPR-Cas9 bacterial immune system (27). This vali-
dates both our RNA sequencing method and our analysis
algorithm.
RNase III activity on ds RNAs leads to two single cleav-
age positions for a same cleavage event. We could detect 24
RNase III single cleavages from transcript 5′ and 3′ ends,
17 were identified only from transcript 5′ ends and 24 from
transcript 3′ ends. Thus, the study of 3′ processed ends in
addition to 5′ processed ends allows the identification of ad-
ditional SPCs.
pre-rRNA maturation by RNase III
As mentioned previously, a substantial number of RNase
III SCPs (42) were identified in each of the six ribosomal
RNA operons from S. pyogenes (Supplementary Table S4).
These ribosomal operons are transcribed as long 30S pre-
RNA transcripts containing the 16S rRNA, alanine tRNA,
23S rRNAand 5S rRNA (Supplementary Figure S3A). The
identified SCPs were located upstream and downstream of
16S and 23S rRNAs (Supplementary Figure S3A and B)
and the base pairing of these regions revealed the charac-
teristic 2 nt 3′ overhang generated by the cleavages (Supple-
mentary Figure S3C). RNase III processing is described as
the first step of rRNA and tRNA processing (44,45), which
are further matured by other RNases (24).
We also visualized substitute processing events in the
16S and 23S pre-rRNAs occurring in rnc but not in the
WT (Supplementary Figure S3B). To find substitute SCPs
(Sub-SCPs), we applied our ISCP algorithm but this time
we compared rnc and rny rnc strains (carrying Sub-
SCPs) with the WT and rny strains (no Sub-SCPs). We
obtained 53 Sub-SCPs including 44 located in pre-rRNAs
(Supplementary Table S5). We detected three Sub-SCPs
downstream of the 16S rRNA (including one in the ma-
ture alanine tRNA) and four Sub-SCPs (corresponding to
two cleavage events) surrounding the 23S RNA for all pre-
rRNA transcripts (Supplementary Figure S3A and B).
The Sub-SCP located in the alanine tRNA (orange ar-
row) would generate 13 nt-truncated alanine tRNAs (Sup-
plementary Figure S3A and B) with unknown effects on
tRNA levels or activity. The two others Sub-SCPs located
downstreamof the 16S rRNA (grey arrows) are probably in-
correct Sub-SCPs that are cleavages independent of RNase
III presence or absence (Supplementary Figure S3A and B).
Each Sub-SCPs, close to RNase III SCP number 2, gener-
ated a small fragment in the WT (not sequenced here be-
cause of the sequencing size limitation), and a longer frag-
ment in rnc. The first 5′ end position was located 2 nt
downstream of 16S rRNA mature 3′ end (Supplementary
Figure S3B). Di Chiara et al. described a similar cleav-
age event in B. subtilis WT and rnc strains (21). We pre-
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Figure 2. RNase III cleavage ratios. (A) Proportion of untranslated re-
gions (UTRs) and open reading frames (ORFs) in the genome and among
RNase III specific cleavage positions (SCPs). (B) The cleavage ratio of each
SCP was plotted for each SCP location (ORF or UTR). Scatter box plot
of RNase III cleavage ratios show the first and third quartiles of the data
range (top and the bottom of the grey boxes) and the median of the data
(line inside the boxes).
dicted that this Sub-SCP corresponds to the expected nat-
ural 16S rRNA 3′ end maturation event performed by a
still unknown RNase, both in WT and rnc. In the WT,
a short fragment of 34 nt is created between this processed
end and RNase III SCP (number 2). The second processed
end detected as Sub-SCP corresponded to the 3′ end (up-
stream fragment) of the cleavage generating the mature ala-
nine tRNA (Supplementary Figure S3A). The 5′ end of the
downstream fragment, originating from the cleavage was
visible in both strains. In the WT, the upstream fragment
(between RNase III cleavage and this event) was 12 nt and
was not sequenced.
The four Sub-SCPs surrounding the 23S were detected
at the 3′ end of the upstream fragments and corresponded
to two cleavage events (Supplementary Figure S3B; Supple-
mentary Table S5). This indicates that the RNase(s) respon-
sible could be unspecific endoRNase(s) or 3′ exoribonucle-
ase(s). Indeed, the Sub-SCPs downstream of the 23S rRNA
were located in the first internal loop (Supplementary Fig-
ure S3B), suggesting that the stem (not cleaved by RNase
III in rnc) could block 3′ exoribonucleic activity.
RNase III SCPs are preferentially located in UTRs
Fifty RNase III SCPs were identified in mRNA (27; 20 in
untranslated regions (UTRs) and 7 in open reading frames
(ORFs)) and sRNA (23) regions (Supplementary Table S3),
including 43 SCPs located in non-coding regions (sRNAs,
UTRs). This is six times more than expected if the SCPs
were randomly distributed over the genome (ORFs repre-
senting 85.7% of the genome) (Figure 2A). Although the
level of ds structures in UTRs and ORFs was shown to be
comparable inE. coli (46), RNase III cleaving preferentially
in UTRs could be explained by the fact that RNA struc-
ture formation is prevented in ORFs undergoing transla-
tion (23). The cleavage ratio by RNase III was extremely
diverse, ranking from 5% (cut-off value of the algorithm) to
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98% of the reads (36% average, 29% median) (Figure 2B).
In the case of SCPs located in ORFs (only seven SCPs in
six ORFs), the maximum cleavage ratio observed (25%) was
lower than the median, supporting the hypothesis that the
translation machinery would limit the access of RNase III
to the cleavage sites.
RNase III target classification
In total, 25 transcripts cleaved by RNase III were iden-
tified, excluding rRNA transcripts (Supplementary Table
S3). The regions surrounding the SCPs were folded and the
targets were further divided in two categories, depending on
whether RNase III cleavage was in a stem loop (SL) or in
an antisense duplex (AS) (Figure 3A; Supplementary Table
S3; Supplementary Figure S4). The targets harboring sin-
gle SCPs, i.e. for which the second position of the cleavage
event was not identified, were gathered in a third category
and referred to as stand-alone SCPs (SA) (Figure 3A; Sup-
plementary Figure S4).
The 13 targets classified in SLwere found in CDSs, UTRs
or in sRNAs. For example, a previously described SCP de-
tected in a stem loop located in the 5′ UTR of pnpA, gen-
erating the 52 nt sRNA (Spy sRNA1620465) (28), was as-
sociated with an upregulation of 2.4 times of pnpA mRNA
(Figure 3B; Supplementary Table S3; Supplementary Fig-
ure S4). A global quantitative proteomic analysis performed
in our lab revealed that PNPase, the 3′ to 5′ exoribonuclease
PNPase encoded by pnpA, was four times more abundant in
rnc than the WT (data not shown). Thus, RNase III neg-
atively regulates pnpAmRNA and PNPase expression in S.
pyogenes, as described for other bacteria (47,48).
Although transcription antisense to 10 out of the 25
transcripts with SCPs was observed, we retrieved puta-
tive cleavage sites with 2 nt 3′ overhangs in the antisense
transcripts in only two cases (Supplementary Table S3;
Supplementary Figure S4). These regions were located in
the UTRs upstream of two integrase genes, int1 and int3,
from S. pyogenes prophages. In E. coli, RNase III nega-
tively regulates the bacteriophage  integrase expression
by cleaving in the 3′ UTR of the transcript and leading
to its destabilization (49,50). We also identified a SCP in
the UTR of another integrase gene that belongs to the
prophage SF370.3, int2, but we did not detect the second
SCP in the antisense transcript (Supplementary Table S3;
Supplementary Figure S4), thus this SCP was classified as
SA. We could not detect any expression for the int1 and
int2 genes in the WT or in rnc. The same levels of int3
transcript were detected in the WT and in rnc, thus we
could not conclude on the role of RNase III in prophage
biology.
The majority of SCPs categorized as SA were positioned
in single-stranded regions or 1 nt downstream of a loop
(Supplementary Figure S4). We hypothesized that either
(i) the part of the RNA containing the retrieved SCP hy-
bridized with another RNAmolecule (mRNA, sRNA) that
was not identified here; or (ii) the second processed tran-
script was not visible because it was rapidly degraded; or
(iii) one strand was preferentially cleaved by RNase III; (iv)
the computed secondary structure was not accurate and we
could not predict the second cleavage position in the stem
loop or (v) these SCPs were the result of a subsequent ex-
onucleolytic action.
RNase III uncouples secY and adk transcript abundance
We identified four SCPs located in the UTR between secY
(Sec translocase) and adk (adenylate kinase) (Figure 3C),
two genes that are transcribed from a long operon mainly
encoding ribosomal proteins. Two of these SCPs (numbered
3 and 4) formed a 2 nt 3′ overhang in a predicted stem loop
(Figure 3C). RNase III deletion only affected the expression
of the downstream mRNA, adk, which was 3.3 times more
abundant inrnc (Supplementary Table S6). This indicates
that RNase III processing probably uncouples the regula-
tion of secY-adk abundance. In S. aureus, secY mRNA has
already been reported as a target of RNase III, however, the
cleavage was shown to occur within the ORF and not in the
3′ UTR (15). It was also described in this bacterial pathogen
that secYmRNAwasmore abundant in arncmutant (15),
indicating differences in secY regulation between these bac-
terial species.
Example of overlapping 3′ UTRs independently cleaved by
RNase III
We identified eight SCPs in the 3′ UTRs of SPy 0593 (un-
characterized protein) and lysS (lysyl tRNA synthetase),
both transcribed from opposite strands and partly over-
lapping (Figure 3D; Supplementary Figure S4). lysS (re-
verse strand) possesses a long 3′ UTR (>600 nt) that is an-
tisense to the entire SPy 0593 transcript (forward strand).
Two sRNAs were previously identified in the antisense re-
gion; Spy sRNA477714 in the 3′ UTR of SPy 0593 and
Spy sRNA477741 in the 3′ UTR of lysS. Spy sRNA477741
abundance was shown to be regulated by both RNases III
andY (28).Here, we show that the processing of bothUTRs
by RNase III leads to the formation of these sRNAs. We
first hypothesized that these antisense transcripts could base
pair and be cleaved by RNase III at two positions inter-
spaced by ∼30 nt, forming 2 nt 3′ overhang ends (SCPs
numbered 3/4 and 5/7) (Supplementary Figure S4). Thus,
the four additional SCPs retrieved in this region (SCPs 1, 2,
6, 8) could result from further 5′ to 3′ or 3′ to 5′ degrada-
tion of the cleaved transcripts. However, these RNAs are lo-
cated in a nearly perfect palindromic region of 52 nt and the
independent folding of each strand also formed two stem
loops with four possible pairs of 2 nt 3′ overhang that could
account for all eight detected SCPs (Figure 3D). In this
case, one pair would correspond to the cleavage of SPy 0593
mRNA 3′ UTR (SCPs 4/7) and three pairs, separated by
1 or 2 nt, would be located in the 3′ UTR of lysS mRNA
(SCPs 1/8, 2/6 and 3/5) (Figure 3D). Despite the highly
similar sequence of both stem loops, an additional bulge
close to the cleavage site that is only present in the 3′ UTRof
lysSmRNA could explain the different cleavage pattern ob-
served. Thus, we believe that RNase III preferentially pro-
cesses the two stem loops rather than the duplex of asR-
NAs. This targeting by RNase III leads to a decrease in
abundance of both sRNAs (FC of 2.3 for Spy sRNA477714
and 6.4 for Spy sRNA477741) (Supplementary Table S6),
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Figure 3. RNase III SCPs. (A) RNase III SCPs were classified in three groups. SL: cleavages on both sides of a stem loop forming a 2 nt 3′ overhang;
AS: cleavages on both duplex strands forming a 2 nt 3′ overhang; SA: stand-alone positions, where the opposite cleavage position could not be retrieved
with the ISCP method or previous sRNA sequencing data. We hypothesized that an RNA with SA SCP could base pair with other mRNAs or sRNAs
and be co-processed by RNase III but it is also possible that the second cleavage position in the same transcript could not be retrieved here. (B–D) RNA
coverage visualized using the Integrative Genome Viewer (IGV) (see also Supplementary Figure S4). The genomic coordinates are indicated. ‘reads’: total
read coverage; ‘5′ ends’ and ‘3′ ends’: number of reads starting or ending respectively at each nucleotide (black bars). The positions detected by the ISCP
method are shownwith green bars and green arrows both on the genomic sequence andRNA folding. The SCPs are numbered to facilitate the visualization.
Foldings were generated using RNAfold. Grey rectangles: sRNA genes. UTR: untranslated region. (B) Coverage of the 5′ UTR of pnpA. The position
visualized in the sRNA sequencing data is shown with a pink bar and a pink arrow both on the genomic sequence and RNA folding. (C) Coverage of the
UTR located between secY and adk. The individual mapped reads are shown. (D) Coverage of Spy sRNA477714/Spy sRNA477741 region. Foldings of
the RNA from the positive and negative strands are shown.












Figure 4. Venn diagram of differential gene expression in the RNase III
deletion strain compared to the WT. Comparison of RNase III-regulated
(A) genes and (B) transcripts identified by two approaches: differential ex-
pression analysis (DEA) and identification of specific cleavage positions
(ISCP). The numbers of affected transcripts are indicated with an up ar-
row for upregulated genes and a down arrow for downregulated genes.
however, the significance of this process remains un-
clear since the full-length transcript abundances were not
affected.
RNase III has a limited impact on gene expression regulation
The differential expression betweenrnc andWTwas com-
puted using DEseq2 (see Material and Methods) with a
number of uniquely mapped reads ranging from 4.2 to 7.3
million per sample (Supplementary Table S2A; Supplemen-
tary Figure S5). The ISCP and DEA results were compared
at the gene level (Figure 4A) or at the transcript level, (i.e.
genes expressed from the same operon) (Figure 4B). Only
24 transcripts were differentially expressed in the rnc dele-
tion strain, with 19 being downregulated (Figure 4B; Sup-
plementary Table S6). RNase III processing events were as-
sociated with a change of RNA abundance in rnc com-
pared to theWT for seven transcripts and, for four of them,
RNA abundance was downregulated (Figure 4B; Supple-
mentary Table S3).
Given the small effect of RNase III on gene expression,
expected indirect effects on other genes would be relatively
minor. We listed the RNA-binding proteins that were af-
fected by the absence of RNase III to explain possible indi-
rect effects (Supplementary Table S7). For example, upreg-
ulation of the unspecific exoribonuclease PNPase mRNA
and protein in rnc did not seem to have a detectable ef-
fect on global RNA abundance, as very few differentially
expressed transcripts were identified in rnc. The upregu-
lation of rpoA, encoding the RNA polymerase alpha sub-
unit, could potentially lead to some downstream effects, as
previously shown in Bordetella pertussis, where the alpha
subunit diminishes the level of expression of two virulence
factors by titrating out a common transcriptional activa-
tor (51,52). Few sRNAs were downregulated or cleaved by
RNase III, however, most S. pyogenes sRNAs have not been
characterized and we cannot conclude whether they would
regulate downstream targets. RNase III SCPs were also re-
trieved in birA and nrdR transcripts (Supplementary Figure
S2), encoding two transcriptional repressors of biotin and
deoxyribonucleotide biosynthesis, respectively. This did not
affect the RNA levels of the repressors themselves and their
known downstream regulated genes (53).
DISCUSSION
Identification of specific cleavage positions
In contrast to recently published approaches that are based
solely on 5′ end transcript analyses, the ISCPmethod devel-
oped in this study enables not only the identification of in
vivo transcript starts (5′) but also of the transcript ends (3′)
(17–21). In comparison to only corroborating SCPs identi-
fied using 5′ ends, the determination of SCPs by the analysis
of both 5′ and 3′ ends of the processed transcripts provides
additional cleavage positions. With this strategy, an SCP
can be identified if at least one of the two produced frag-
ments is stable while in previous approaches, the cleavage
sites were detectable only when the downstream fragment
was stable.
To increase the specificity of our method and allowing
a better clearance of false positive detection, we compared
two RNase III deleted strains (rnc and rny rnc) with
two reference strains (WT and rny). Furthermore, the
use of two different libraries for both the reference and
RNase deleted strains, Pp and P, allowed a better discrim-
ination between 5′ primary and processed transcripts and
ensured the reproducibility of our data. Although SCPs
should be direct RNase targets, the deletion of an RNase
could in some case affect the expression of other RNases,
thus the detected SCPs could possibly be indirect targets.
Here, RNase III deletion only leads to the upregulation
of PNPase, thus we expect the SCPs detected being direct
RNase III targets.
This technique still presents some limitations. To detect
a cleavage, at least one of the two fragments should be sta-
ble. Furthermore, our approach is possible only when the
transcript is expressed in all analyzed strains. As we use a
second RNase deletion strain as a negative control (RNase
Y for the study of RNase III), we cannot identify RNase
III SCPs that are dependent of this second RNase. A way
to circumvent this while keeping a second reference strain
would be to use another mutant strain.
In vivo RNase III nicking activity
RNase III can generate a single nick or a ds break, depend-
ing on the ds RNA local structure (54–56). These two cleav-
ages are possible because the two independent catalytic sites
of the RNase III homodimeric enzyme are positioned in
each protomer (57). Here, we observed in vivo that an im-
portant fraction of RNA molecules were nicked at one or
the other position. We show as an example that the reads
from secY and adk mRNAs were mostly originating from
RNA molecules only cleaved at one position or the other
by RNase III (Figure 3C). The very small RNAs (such as
the ones generated by RNase III cleavage in a stem loop)
were not sequenced here, therefore, we could not assess the
percentage of ds cleaved transcripts compared to transcripts
cleaved only at one position. Primer extension analyses per-
formed on SPy 1227-bmpA, SPy 0129, nrdR and the 23S
methyl regulatory element also shows presence of the two
5′ ends generated by RNase III, indicating that the first
position can be cleaved independently of the second posi-
tion (Supplementary Figure S2). Overall, the ISCP method
highlights thatRNase III nicking in duplex regionsmight be
2338 Nucleic Acids Research, 2017, Vol. 45, No. 5
a general phenomenon and this effect on RNA regulation
should be further investigated. For example, it was shown
that the single cleavage in a ds region of bacteriophage T7
early transcripts byRNase III generates a structure that sta-
bilizes the transcripts (58), but that RNase III double cleav-
age in bacteriophage  int transcript accelerates its degra-
dation (50).
RNase III and antisense RNAs
Genomic regions with transcription on both strands
(asRNAs) accounted for only 6.08% of the transcriptome
in the WT. In rnc, antisense transcription accounted for
8.11% of the transcriptome. These data suggest that RNase
III has little impact on genome-wide asRNA regulation in
S. pyogenes, as it was described previously inB. subtilis (59),
but in contrast to what was shown in S. aureus (9). Indeed,
Lasa et al. (9) showed that 49.2% of the WT transcrip-
tome and 74.2% of thernc transcriptome ofS. aureuswere
mapped on both strands and described a global processing
by RNase III in these antisense regions.
sRNAs affected by RNase III
RNase III can degrade sRNA:mRNA targets, but can also
lead to transcript stabilization (60,61). This enzyme is also
important for sRNAmaturation, as demonstrated inS. pyo-
genes where it is involved in pre-CRISPR RNA:tracrRNA
biogenesis (27). In S. pyogenes, a recent study from our lab-
oratory described two putative regulatory RNA elements
(Lacto-rpoB and 23Smethyl), two sRNAs and two asRNAs
affected by RNase III (28). In the present study, we notice
that even though RNase III preferentially cleaves in UTRs,
the influence of this RNase on sRNAs is limited (Supple-
mentary Tables S3 and S6). However the method used here
does not allow the sequencing of small transcripts, thus re-
sulting in an underestimation of the impact of RNase III on
sRNAs.
Role of RNase III in S. pyogenes
Although we showed that RNase III is involved in rRNA
processing of S. pyogenes using the ISCP method, we con-
cluded that this RNase is not required for rRNA matura-
tion. Indeed, 16S, 23S and 5S rRNAmature formswere also
detected in absence of RNase III and rnc did not present
any growth defects compared to the WT (Supplementary
Figure S6). It was previously described in E. coli that the
16S rRNA is matured in a strain lacking RNase III (62).
The absence of Sub-SCPs around theS. pyogenes 16S rRNA
in rnc indicates that maturation of the 16S RNA can be
achieved independently of RNase III processing. The ma-
ture 23S rRNA was also present in absence of RNase III,
as described for the 5′ maturation of 23S rRNA in B. sub-
tilis (63) but opposite to what has been described for E. coli
(62).We observed Sub-SCPs in absence of RNase III but we
do not know whether they are alternative processing steps
required for 23S rRNAmaturation by the ds specific endori-
bonuclease Mini-III (63) or whether they occur after the
maturation step, in order to degrade precursor fragments
generated by Mini-III.
RNase III deletion affected the abundance of 1.6% of S.
pyogenes transcriptome (considering only gene expression
superior or equal to 10RPKM)under standard growth con-
ditions. The limited number of differentially expressed tar-
gets highlights, in the conditions tested, a restricted role of
RNase III in S. pyogenes compared to what was previously
described forE. coli andB. subtilis, where 12 and 11% of the
genome was differentially expressed, respectively (59,64).
There could be conditions where RNase III deletion could
affect the abundance of more genes, as demonstrated in E.
coli where it is required for growth in anaerobic/poor car-
bon conditions (65).
Here, the gene downregulation accounted for 80% of the
differentially expressed transcripts in rnc compared to
the WT (Figure 4). Downregulation of gene expression in
RNase deleted strains is often regarded as indirect effects
of the deletion, as the removal of an RNA degradative en-
zyme is expected to stabilize the target transcripts. How-
ever, we could not assess whether other RNA-binding pro-
teins are responsible for some possible indirect effects. Ad-
ditionally, processing by RNase III does not always lead to
RNA degradation but can also stabilize/mature transcripts
(23). In this study, 5 out of the 8 cleaved and differentially
expressed transcripts were downregulated, indicating that
RNase III could have a stabilizing effect on transcripts.
Among RNase III primary targets, only one third was
differentially expressed (Figure 4). This suggests thatRNase
III does not have a strong effect on RNA abundance. How-
ever, this enzyme can control gene expressionwithoutmodi-
fyingRNA levels. For instance, RNase III can directly affect
translation without affecting RNA levels or without cleav-
ing the target (23). Future studies onRNA stability and pro-
teomic complementary to this study may reveal additional
direct targets of RNase III.
In conclusion, we successfully developed and validated
our ISCPmethod and identified genome-wide direct targets
of RNase III in the human pathogen S. pyogenes. The 3′ end
detection allowed the identification of targets that would
not have been detected with the 5′ end. This method was
also suitable to observe RNase III single cleavage in vivo.
The effects of these cleavages on S. pyogenes transcriptome
were further investigated using DEA. We showed that sur-
prisingly in S. pyogenes, RNase III had little influence on
RNA steady state levels.
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